The culture was centrifuged at 6000 rpm for 20 minutes at +4°C and the dry weight was calculated.
The pellet was stored at -20°C. For purification, the pellet was resuspended in 5 ml/mg of lysis buffer (20 mM Tris, 150 mM NaCl, 1% NP40 pH 7.5) plus complete protease inhibitor (Roche) and incubated with rotation for 30 minutes at room temperature, after which the lysate was centrifuged at 12 000 rpm for 20 minutes at +4° and the supernatant was collected. Protein extract was added to 50% Glutathione-Sepharose 4b (GE Healthcare) equilibrated with PBS for 30 minutes at room temperature. The sepharose was washed with PBS and the GST-GAP-43 fusion protein was incubated with elution buffer (100 mM TrisHCl, 120 mM NaCl pH 8.0, with 20 mM Glutathione). The unbound fusion protein was eluted and the incubation step was repeated four times. Thrombin cleavage of the GST-fusion protein bound to the GST sepharose was done in PBS with 50 U Thrombin for 2.5 hours at room temperature. The cleaved, untagged protein was eluted with PBS containing protease inhibitor. 
